Abstract: Carotenoids in the peel and the flesh of persimmon fruit were identified, and the contents of carotenoids in the fleshes of 46 different persimmon cultivars were analyzed. The results indicated that 31 specific carotenoids were detected in both cultivars of persimmons, among which nine specific carotenoids were characterized. β-Cryptoxanthin was the most abundant carotenoid among all individual components in both the peel and the flesh, accounting for about 20-30% of the total carotenoids in both cultivars. The contents of total carotenoids in the fleshes of different persimmon cultivars were between 194.61 µg/100g FW and 1,566.30 µg/100g FW. Zeaxanthin was also the most abundant in all persimmon fleshes besides β-Cryptoxanthin, and the total amount of these two components accounted for 37.84-85.11% of the total carotenoids. The RE values in the fleshes of different cultivars also differed greatly. Besides, the stage of maturation was also important factor which could influence the carotenoid content and RE value in the fleshes.
Introduction
Persimmon (Diospyros kaki L.) is an important horticultural crop which has many cultivated varieties. Based on the statistics of FAO (2009), the annual production of persimmon in China is about 2.68 million tons, accounting for about 70.0% of the total world production [1] . Persimmon fruit
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contains different nutrients and phytochemicals such as carbohydrates, organic acids, vitamins, tannins, polyphenols, dietary fibers and carotenoids etc., which play important roles in the flavor, color, nutritive and pharmaceutical value of the fruit [2] [3] [4] [5] .
Carotenoids are biosynthesized by photosynthetic organisms as well as non-photosynthetic bacteria and fungi. The plant carotenoids are dominated by C 40 isoprenoids with polyene chains containing as many as 15 conjugated double bonds which can be divided into two groups: hydrocarbons (carotenes) and their oxidation derivatives (xanthophylls). These compounds are not only responsible for the yellow, orange and red colors of foods [6] , but are also the precursors of vitamin A [7] . Besides, they play multiple roles in the prevention or protection of diseases seriously impairing the human health by oxidative damage, such as heart diseases, cardiovascular diseases, cancers and age-related macular degeneration [8, 9] .
The persimmon fruit is very captivating, and the color varies in different cultivars from yellow, and orange to deep red. The researchers found that fruit color mainly resulted from the carotenoids, and β-cryptoxanthin was the most abundant among all carotenoids in both the peel and the flesh [3, 5] . In the previous studies on carotenoids in persimmon fruit, most of them were based on open-column chromatography or the combination of column chromatography and thin layer chromatography [5, [10] [11] [12] [13] . Subsequently, high performance liquid chromatography (HPLC) equipped with ultraviolet/visible light detector and C 18 reverse phase column was also applied to analyze the carotenoids. However, the cultivars covered were few [14, 15] , and only a few specific components such as α-carotene, β-carotene and β-cryptoxanthin were analyzed [5, 16, 17] . Therefore, it is very important to obtain the more detailed information about the carotenoids in persimmon fruit, especially the flesh, the edible part of fruit. The objective of this research was to identify the carotenoids in the peel and the flesh of persimmon fruit and compare the differences between the compositions and contents of carotenoids in the fleshes of different persimmon cultivars using HPLC-PDAD with a C 30 reverse phase column. Besides, the effect of different stage of maturation on the contents of carotenoids in the flesh of persimmon fruit was also investigated.
Results and Discussion

Evaluations of fruit quality indexes and color
The fruit size, shape, TSS and titratable acid content varied due to the different cultivars regardless of whether they were non-astringent persimmons or astringent persimmon ( Table 1) . The difference of the fruit shapes among all the astringent persimmon cultivars was larger than that among the non-astringent persimmon cultivars, and the average weight of individual fruits of the astringent persimmon cultivars was heavier than that of the non-astringent persimmon cultivars. The average TSS content of the astringent persimmon cultivars was lower than that of the non-astringent persimmon, however, the trend of the titratable acid was reversed. The huge differences of quality indexes among different cultivars might result from the different genetic origins.
During the edible period of persimmons, the difference of the peel color between the astringent persimmons and the non-astringent persimmons was similar to the difference that existed between red-fleshed and white-fleshed loquat fruits [18] . L* values and C* values of the astringent cultivars were slightly lower than those of the non-astringent cultivars, which reflected that the deeper color might be caused by the higher abundance of carotenoids. Through comparisons, the a* value of the astringent cultivars was higher, while the b* value was slightly lower, and as a result, the a*/b* ratio was higher. The a*/b* ratio was negative for green fruits, zero for yellow fruits, and positive for orange fruits [19] . Higher value of the positive ratio a*/b* indicated that the color was redder, therefore, the peel color of the astringent persimmons was redder than that of the non-astringent cultivars. Alternatively, the color could be well described by hue angle (H°) as follows: 0° for red-purple, 90° for yellow, and 180° for bluish-green and 270° for blue [20] . Therefore, the average hue angle of the astringent persimmon cultivars and non-astringent persimmon cultivars were 60° and 80°, respectively, indicating that the colors of these two kinds of persimmons tended to be orange and yellow, respectively. 
HPLC chromatogram of carotenoids in persimmon fruit
Thirty one specific carotenoids were detected in two persimmon cultivars, among which nine compounds were identified, including neoxanthin, violaxanthin, 9-cis-violaxanthin, lutein, zeaxanthin, β-cryptoxanthin, α-carotene, β-carotene and lycopene. On the other hand luteoxanthin, ζ-carotene and colorless carotenoids such as phytofluene, phytoene were not detected ( Table 2) . β-Cryptoxanthin was the most abundant carotenoids among all components in the peel and the flesh of 'Xiaofanshi' (astringent persimmon) and 'Youhou' (non-astringent persimmon), accounting for about 20-30% of the total carotenoids in both cultivars, which was consistent to the previous results [3, 5] . In the peels of two cultivars, the contents of lutein were higher than those of zeaxanthin, while the contents of β-carotene were lower than those of lutein and zeaxanthin. The total contents of β-cryptoxanthin, lutein, zeaxanthin and β-carotene in 'Xiaofangshi' and 'Youhou' accounted for 49.09% and 51.48% of the total carotenoids, respectively. In the fleshes, the contents of zeaxanthin in both two cultivars were higher than those of β-carotene, while the contents of lutein were lower than those of β-carotene and zeaxanthin. The total contents of β-cryptoxanthin, zeaxanthin, β-carotene and lutein in 'Xiaofangshi' and 'Youhou' accounted for 59.47% and 49.67% of the total carotenoids, respectively. Among the nine specific carotenoids identified, 9-cis-violaxanthin was only detected in the peels of two cultivars, and was not detected in the flesh of both cultivars. The abundances of the carotenoid in peak 8 in two tissues of 'Youhou' were both the second, while those in the flesh and the peel of 'Xiaofangshi' were the second and third (Table 2) , respectively. It was not identified in this study, but is worthy of further analysis and investigation. It could be seen in the HPLC chromatograms that the components of carotenoids in the peels and fleshes of both cultivars were similar (Figure 1 ). Although zeaxanthin cannot be converted into vitamin A in the human body, its protective effects on the neural cell of retina is well known [21] . There are few fruits that accumulate zeaxanthin, wolfberry fruit being a rich source for this substance [22] . The results of this study indicated that a great amount of zeaxanthin could also be supplied by the persimmon fruit. Lycopene is the main pigment in tomato [23] , watermelon [24] , passionflower [25] , and the red mutants such as orange, grapefruit and pomelo [26] . Lycopene was detected in the fleshes of both persimmon cultivars and in the peel of "Youhou", however, it was not the main carotenoid in the persimmon fruit. Figure 1 . HPLC chromatograms of the extraction of the saponified carotenoids in the peel and the flesh of persimmon cv. 'Xiaofangshi' and 'Youhou', monitored at 450 nm. The peaks were numbered according to the elution sequence, see Table 2 
Contents of carotenoids in the flesh of different persimmon cultivars
The flesh is the edible part of the persimmon fruit, therefore, the contents of carotenoids in the flesh of the persimmon fruits of different cultivars were determined, and their RE values were also evaluated. The contents of the total carotenoids and eight specific carotenoids in the fleshes of different persimmon cultivars were significantly different, and the total content of carotenoids were between 194.61 ± 15.94 µg/100 g FW and 1,566.30 ± 116.33 µg/100 g FW (Table 3) . Among eight specific carotenoids determined, β-cryptoxanthin and zeaxanthin were two specific carotenoids whose contents were the highest in all persimmon fleshes. These two components mentioned above accounted for 37.84-85.11% of the total carotenoids content. The content of β-cryptoxanthin in the flesh was between 60.91 ± 0.28 µg/100 g FW and 940.61 ± 77.50 µg/100 g FW, accounting for 21.33-63.92% of the total content of carotenoids. It was found that the average content of β-cryptoxanthin (381.01 µg/100 g FW) and its proportion in total carotenoids (47.40%) of the astringent persimmon were higher than the average content of β-cryptoxanthin (167.43 µg/100g FW) and its proportion in total carotenoids (37.58%) of the non-astringent persimmon by comparing the differences between the astringent persimmon and the non-astringent persimmon. The content of zeaxanthin in the flesh was between 5.57 ± 2.19 µg/100 g FW and 501.86 ± 38.25 µg/100 g FW, accounting for 10.53-32.14% of the total carotenoids content. It was found that the average content of zeaxanthin (162.15 µg/100 g FW) and its proportion in total carotenoids (19.04%) of the astringent persimmon were higher than the average content of zeaxanthin (70.16 µg/ 100 g FW) and its proportion in total carotenoids (17.12%) of the non-astringent persimmon by comparing the differences between the astringent persimmon and the non-astringent persimmon. In some cultivars, the contents of lutein, α-carotene and lycopene were under the detection limits. The difference of lycopene between different cultivars was larger than that of neoxanthin, violaxanthin, lutein and α-carotene. The contents of lycopene in the astringent cultivars 'Mantanhong' and 'Tianfushi', which were 112.67 ± 4.82 µg/100 g FW and 96.59 ± 2.34 µg/100 g FW, respectively, were relatively higher. β-Cryptoxanthin, α-carotene and β-carotene can be converted into vitamin A in animals and humans. Vitamin A value in fruit can be expressed by μg retinol equivalent (μg RE), and 1 μg RE equals to 6 μg β-carotene or 12 μg other carotenoids of vitamin A resource, such as β-cryptoxanthin or α-carotene [7] . In all the cultivars tested, the RE value was the highest in 'Xinchangniuxinshi' (90.57 µg/100 g FW); while it was the lowest in 'Uenishiwase'(8.62 µg/100 g FW). The average RE values of the astringent persimmons and the non-astringent persimmons were 39.87 µg/100 g FW and 19.58 µg/100 g FW, respectively.
Fruit quality analysis
The fruit weight was determined by balance. The vertical and horizontal diameter of the fruit was measured by a vernier caliper. The fruit shape index is the ratio of the vertical and horizontal diameters. TSS was determined by a portable refractometer (Chengdu Optical Instrument Factory, China), and the measurements were performed on the opposite sides of the equatorial plane on each fruit. All the indexes mentioned above were the mean value of 10 fruits. Titratable acid was determined according to the titration method as follows: flesh from 10 fruits (1 g) was ground with distilled water (5 mL). After filtration and centrifugation for 10 min at 10,000 g, the supernatant was brought to 10 mL with distilled water. The water was heated for 5 min at 100 °C to eliminate CO 2 , and subsequently titrated with fresh 10 mM NaOH to pH 8.2. Each sample was repeated for three times.
Determination of color
The color of the opposite sides of the equatorial plane on each fruit were determined by a TC-P2A automatic reflectance spectrophotometer (Beijing Xinaoyike Photoelectric Technology Co. Ltd., China) using three color parameters including L*, a* and b* values. Hue angle (H°= arctangent (b*/a*)) and chroma (C* = (a* 2 + b* 2 )
1/2 ) were calculated by the method reported before [29] . Ten fruits were continuously determined to calculate the mean value.
Extraction and analysis of carotenoids
Extraction of carotenoids was performed according to the method reported by Zhou et al. with some modifications [18] . A suitable amount of the peel or the flesh was collected, liquid nitrogen was added, and then they were fully ground. Subsequently, sample (200 mg) was weighed and transferred to a 2 mL centrifuge tube, and methanol (350 μL) was added in and mixed homogeneously; then chloroform (700 μL) was added in and mixed homogeneously; then 10% NaCl solution (350 μL) was added and the mixture was centrifuged at 15 °C and 8,000 g for 5 min, and then the chloroform phase was collected. Precipitates were extracted with chloroform (350 μL) and the process was repeated for several times till they became colorless. Then the chloroform phases were combined and dried under N 2 . The extract was dissolved in diethyl ether (50 μL), and then 6% methanolic KOH solution (350 μL) was added in and incubated in the dark at 60 °C for 30 min. Then chloroform (700 μL) and 10% NaCl solution (350 μL) were added and mixed homogeneously, and centrifuged at 15 °C and 8,000 g for 5 min. Then the chloroform phase was collected. 10% NaCl solution (700 μL) was added to the chloroform phase to extract KOH and this step was repeated several times till the water phase became neutral. The chloroform phase was blown to dryness using N 2 , and then stored at -20 °C for HPLC analysis. In order to prevent photodegradation, isomerization and structure variation, the extraction of carotenoids was performed in dim light. The extraction of each sample was repeated three times.
Before HPLC analysis, the dried extract was dissolved in ethyl acetate (HPLC grade, 120 μL) and then centrifuged, and the supernatant was used for HPLC analysis. Carotenoids were analyzed on a Waters HPLC-PDAD system (Waters Corp., Milford, MA), using a 5 μm C 30 reverse phase column (250 × 4.6 mm) and 20 × 4.6 mm C 30 guard-column and an external standard method. The column temperature was 25 °C, and the elution conditions followed the method reported by Xu et al. [26] . The results were analyzed by Waters Empower software, and carotenoids were identified by both the retention times and absorption spectrum curves. Lutein, zeaxanthin, β-cryptoxanthin, α-carotene and β-carotene standards were all purchased from Sigma Chemical Co. (St. Louis, MO, USA). Neoxanthin, violaxanthin, luteoxanthin, 9-cis-violaxanthin, phytofluene, phytoene, ζ-carotene and lycopene were prepared according to previous methods [26, 30] .
Conclusions
In the present study, chromatograms of carotenoids in persimmon fruit were recorded. Nine specific carotenoids (i.e., neoxanthin, violaxanthin, 9-cis-violaxanthin, lutein, zeaxanthin, β-cryptoxanthin, α-carotene, β-carotene and lycopene) were identified. Although the contents of the total carotenoids in the fleshes were great different from each other among different persimmon cultivars, β-cryptoxanthin and zeaxanthin were two specific carotenoids whose contents were the highest among all the persimmon flesh samples. Therefore, persimmon flesh could be utilized as one of the few abundant resources of zeaxanthin besides as a vitamin A source food. Besides the cultivar, the maturity period was also an important factor influencing the contents of carotenoids and RE values in the persimmon flesh samples.
